Log phase cells in the indicated media were subcultured 1/1000 and grown at 30˚C to an OD 600 = 0.1. Western blots on whole cell extracts were performed using the ECL2 system (PierceThermo) after electroblotting onto PVDF paper and imaged on a Typhoon scanner. Amounts of GFP-Fis and Fis were determined from standard curves generated from known amounts of each purified protein loaded on the same gel and related to the colony forming units loaded. DIC and fluorescence images of cells growing and dividing (every 30 minutes at 30°C) under LB-agarose pad, expressing Anabaena HU-GFP. These cells are Frag1B strain carrying the IPTG inducible pZS12hu-gfp plasmid which was constructed as follows: using fusion PCR of the hu gene from Anabaena (a gift from Prof. Phoebe Rice) with the gfp gene we constructed hu-gfp. The internal primer used introduces a 5 amino acid linker (Gly-Gly-Gly-Gly-Ser) as used previously in Guet et al., 2008. The hu-gfp gene fusion was cloned into the KpnI and HindIII sites of a pZS12 vector. Note that Anaebena HU is a homodimer unlike E.coli HU which is a heterodimer. Fluorescence images show the same general nucleoid patterns observed in cells expressing GFP-Fis, except for the haze around the nucleoids consistent with the weaker DNAbinding affinity of Anabaena HU relative to that of Fis. Bar is 2 µm. Nucleoid overcondensation after treatment with chloramphenicol (100 µg/ml in the agarose pad) during (A) rapid growth in LB, (B) slow growth in AB glucose-acetate and (C) slow growth in M9 glycerol.
